Samples from 532 ponds distributed across three UK counties (Cheshire, Kent and Lincolnshire) 143 were analysed for this project. Of these, 508 ponds (ranging from 9 to 9375 m 2 ) were sampled as 144 part of T. cristatus surveys through Natural England's Great Crested Newt Evidence Enhancement 145 Programme. T. cristatus egg searches were performed once during the daytime at 506/508 ponds. 146 Any other life stages seen were also recorded. A further 24 ponds were sampled for eDNA by 147 ecological consultants for private contracts but egg searches were not undertaken. All water 148 samples were collected using methodology outlined by Biggs et al. (2015) . Water samples were Illumina data was converted from raw sequences to taxonomic assignment using a custom pipeline 199 for reproducible analysis of metabarcoding data: metaBEAT (metaBarcoding and eDNA Analysis 
224
To facilitate comparison with current qPCR scoring (our NT interpretation) and eDNA 225 metabarcoding, we applied a stringent qPCR threshold of >= 4/12 positive qPCR replicates to infer 226 species presence, and termed the new analysis qPCR TA (Threshold Applied).
227
The raw eDNA metabarcoding dataset with no detection thresholds applied was termed 228 metabarcoding NT (No Threshold). A second dataset was constructed to reduce the potential for Table S2 ). For example, the species-specific false positive sequence 234 threshold for T. cristatus was 0.028% to omit all false detections in the PCR positive controls. The 235 resultant dataset was termed metabarcoding TA (Threshold Applied). 236 We tested whether mineral oil reduced contamination by analysing the distribution of The in silico and in vitro primer validation confirmed that T. cristatus, and other native UK 309 amphibians tested, can be reliably amplified and identified with the chosen assay (Supporting 310 Information: Appendix 5, Fig. S1 ). Furthermore, the in silico approach showed that the majority 311 of all UK vertebrates can be amplified (see Appendix 5 for details). Both sequencing runs had 312 comparable yield and sequencing quality score; summary statistics for each sequencing run and 313 read counts for taxonomic assignment levels are provided in Supporting Information: Appendix 5 314 (Tables S3, S4 ). A full summary of sequence read count data is also given in Supporting 315 Information: Appendix 5 (Table S5) Table S7 ); seven occurred in more than one NTC and 326 eight had high maximum read counts (> 100 reads). TA did not significantly differ in their detection of T. cristatus (Table 1 ). An identical positive to qPCR. This is worth investigating, but with the caveat that group-specific primers obviously 492 restrict the biodiversity information that can be gained from an ecosystem. 
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(proportion of T. cristatus reads) in eDNA samples, as predicted by the negative binomial GLMM. The 95% CIs, as 801 calculated using the predicted proportions, and standard error for these predictions are given for each relationship.
802
The observed data (points) are also displayed against the predicted relationships (boxes, line). The proportion of T. 
